Abstract
Introduction HPV is a necessary cause of the cervical cancer and it has an important role in the development of other cancers, especially of the head and neck and of the anogenital area [1] . HIV-infected patients have an increased risk for HPV infection and related lesions, due to lower specific immunological response and to viral interactions [2] [3] [4] .
Anal High Grade Squamous Intraepithelial Lesions (HSIL) and anal cancer incidence have continued to increase in HIV infected men and they are specifically related to HPV-16 [5] .
In a previous study on an Italian cohort of HIV-infected males who have sex with male (MSM), the authors found that 163 (84.5%) subjects had a multiple HPV genotypes infection and that HPV-16 was the most frequent genotype [6, 7] .
The aim of this study was to determine the prevalence of abnormal cytological findings, high risk HPV (HR-HPV) genotypes and to identify the factors associated with an abnormal cytological finding in a large cohort of HIV-infected males.
Methods
This is a retrospective observational study on HIV-infected male patients followed at the Department of Infectious Diseases of San Raffaele Scientific Institute who performed an HPV screening test for multiple HPV genotypes in the absence of clinical symptoms. Screening is performed using anal cytological exams with direct tissue evaluation and biopsy via high resolution anoscopy. This study was approved by the Ethics Committee of the San Raffaele Scientific Institute, and examined demographic, clinical and laboratory data obtained from the Infectious Diseases Department database of the San Raffaele Hospital (IDD-HSR). This observational database collects demographic, clinical, therapeutic, and laboratory data from adult patients who are receiving primary inpatient or outpatient care for HIV infection at the Infectious Diseases Department of the San Raffaele Scientific Institute (Milan, Italy). At their first visit to the clinic, patients provide written informed consent for scientific analysis of their clinical and laboratory data. Information regarding the prescribed antiretroviral and concomitant drugs (type, dosage, and dates of start and stop) are prospectively recorded at each visit by the treating physician, and these data are subsequently checked by skilled data managers. However, patient adherence to the prescribed drugs is not routinely assessed.
With regard to the HPV screening test, the following HPV genotypes were tested with Anyplex II HPV28 [8] . Based on Seegene's proprietary DPO and TOCE technologies, this homogenous assay performs on real time PCR instruments to detect and differentiate 19 high-risk (16, 18, 26, 31, 33, 35, 39, 45 , 51, 52, 53, 56, 58, 59, 66, 68, 69, 73, 82 genotypes) and 9 low-risk (6, 11, 40, 42, 43, 44, 54, 61 , 70 genotypes) HPV [8] . Specimens for anal HPV determination were collected using a swab inserted 3-5 cm into the anus (approximate depth of the squamocolumnar junction), then rotated and placed into a transport tube with 2,5 mL Transport Buffer (guanidine thiocyanate in a Tris buffer). If more than one cytological test per patient was available (n = 87 patients), the analyses considered only the most recent finding.
Anal specimens for cytological (PAP smear) analysis were collected by study physicians, who introduced a swab into the anal canal and circularly rotated it. The swabs were then fixed on glass label with a liquid based cytology preparation. Anal cytology findings were classified as normal if the finding was reported as negative and abnormal if reported as atypical squamous cells of undetermined significance (ASC-US), low-grade(LSIL) or high high-grade squamous intraepithelial lesion (HSIL). Patients with LSIL and HSIL performed a surgical visit with high resolution anoscopy. The surgeon could have performed biopsies with histological examination based on the presence of lesions. Results of biopsies were defined according to Northfelt's classification [9] : intraepithelial neoplasia in the anal canal (AIN) was divided into three grades: AIN1, AIN2 and AIN3; grade 1 is defined as nuclear abnormalities confined to the lower third of the epithelium, grade 2 to the lower two-thirds, and grade 3 through the full thickness of the epithelium.
Results were described with median (IQR) or frequency (%). Chi-square and Kruskal-Wallis or Mann-Whitney tests (as appropriate) were used to evaluate differences between groups in categorical and continuous variables, respectively. Prevalence rates were reported with the corresponding two-sided 95% confidence interval (CIs) calculated using the Wald method.
Linear trends in proportions were assessed by use of the Cochran-Armitage trend test. Univariate and multivariate logistic regression models were used to identify factors associated with having an abnormal cytological finding (either LSIL/HSIL [Model 1,2,3] or ASC-US/LSIL/ HSIL [Model 4, 5,6]) reported as odds ratios (OR) and 95% confidence intervals (CI). Age, HIV risk factor, years since first HIV positive test were chosen a priori as notably known to be predictive of an abnormal HPV cytological finding [2, 3] ; variables with a univariate p-value 0.20 were also included into the multivariate models. To avoid multicollinearity among immunological covariates with an univariate p-value 0.20 [CD4+, CD4% and CD4+/CD8+ ratio], only CD4 +/CD8+ ratio was included in the multivariate models. Two further multivariate models, including a new covariate assessing the joint effect of HPV-16 type and multiple HPV types [i.e., HPV-16-and number of HPV types<2 (reference class), HPV-16-and number of HPV types!2, HPV-16 + and number of HPV types<2, HPV-16 + and number of HPV types!2] were also calculated on the risk of having an ASC-US/LSIL/HSIL or a LSIL/HSIL cytological finding. A two-sided alpha level of 0.05 was taken as reference to detect statistical significance in the univariate and multivariate analyses. All analyses were conducted using SAS statistical software version 9.2 (Statistical Analyses System Inc, Cary, NC,USA).
Results
A total of 875 pts were screened. Baseline patients characteristics were summarized in Table 1 ; 98% pts were treated with antiretroviral therapy (ART) since 5.2 (1.2-13.8)years, 82% had HIV-RNA<50 cps/mL.
A normal cytological result was found in 621(71%) subjects while abnormal cytology findings were observed in 254 (29%, 95% CI: 26.1%-32.1%) subjects. Sixty-three (7.2%, 95%CI: 5.7%-9.1%) showed atypical squamous cells of undetermined significance (ASC-US), 142 (16%, 95%CI: 13.9%-18.8%) had LSIL and 49 (5.6%, 95%CI: 4.3%-7.3%) had HSIL. A cytologic HSIL diagnosis was more frequent among pts with a previous diagnosis of AIDS [14 (29%) vs 75 (9%), p<0.0001]; similarly, HSIL was more frequent among pts who had a previous diagnosis of syphilis rather than those without [37 (76%) vs 453(55%), p = 0.017].
Overall, 581 (66%, 95%CI: 63.2%-69.5%) subjects had !1 HPV type and 269 (31%, 95%CI: 27.8%-33.9%) had !2 HPV types. The proportion of subjects with an abnormal cytological finding (either LSIL/HSIL or ASC-US/LSIL/HSIL) were significantly different when considering the joint effects of the occurrence of HPV-16 type and multiple HR-HPV genotypes (p<0.0001 for both outcomes; Fig 1) . Eighty-two (9.4%) subjects also performed a histological test: 5 (6%) patients had no intraepithelial neoplasia, 4 (5%) had a low-grade (grade 1) squamous intraepithelial neoplasia of the anus, 62 (76%) %) had a high-grade squamous intraepithelial neoplasia [44 (54%) of grade 2 and 18 (22%) of grade 3] and 11 (13%) patients had a diagnosis of anal cancer. Histological images of patients with none, low-or high-grade intraepithelial neoplasia are shown in Fig 2. The characteristics of the 11 patients with an anal cancer diagnosis are shown in Table 2 ; among them, 10 (91%) subjects showed a HSIL cytologic finding and the HPV-16 type was the most prevalent (n = 10, 91%).
Results of the univariate and multivariate logistic regression models on the risk of a LSIL/ HSIL cytologic finding are summarized in Table 3 In an additional multivariate model [ Table 3 , Model 2], subjects with the HPV-16 genotype were more likely to have a LSIL/HSIL cytological finding (p = 0.002) and those with multiple HPV types tended to be at higher risk of the same outcome (p = 0.087).
Finally, in a further multivariate model [ Table 3 ] assessing the joint effect of HPV-16 type and multiple HPV types, the adjusted OR of having a LSIL/HSIL cytological finding progressively increased along categories (overall p = 0.002).
Similar results were found when evaluating the risk of an ASC-US/LSIL/HSIL cytologic finding (Table 4) .
Discussion
In our study, we found that the prevalence of abnormal cytological (ASC-US/LSIL/HSIL) was 29% with a 5.6% of HSIL in HIV-infected men who have sex with men and no clinical symptoms; these findings are generally consistent with those previously reported.
The evidence of no clinical symptoms, which may be likely explained by the fact that anal cancer and lesions are not always associated with a palpable mass, pain or bleeding, is relevant because it emphasizes the importance of patients' follow-up, even in the absence of symptoms. In 2014 Palefsky et al [10] reported the data of 27/72 HIV-infected MSM who developed anal cancer, 14 men (52%) presented with pain, bleeding and/or a mass, but 13 of 27 (48%) men were asymptomatic at the time of presentation. Then, the authors highlighted the importance of a close follow-up to early detect invasive cancer allowing for conservative management with excision and fulguration instead of chemotherapy and radiation therapy.
Our study confirms the high prevalence of oncogenic types, already reported in other studies. The results of the ANALOGY study confirmed the high prevalence of HR-HPV among HIV infected males, and highlighted a discordance between cytology and histology with one third of the cases of AIN grade 2 or worse associated with negative cytology [11] ; this possible discordance underlines the importance of screening all the MSM population.
Previous studies suggested that the high prevalence of HPV-HR in MSM could be influenced by higher risk behaviors and concomitant sexual transmitted diseases [4] [5] [6] .
We also found that 31% had multiple HPV types and that half (n = 115/237, 49%) of the HPV 16 infections occurred concurrently with another HPV type. A critical issue for the assessment of multiple HPV types is the assay used for its determination. We used the Anyplex II HPV28 (H28; Seegene), a new semiquantitative real-time multiplex PCR assay for screening and genotyping 28 human papillomaviruses which was demonstrated to be analytically more sensitive, especially in the determination of non-16 and non-18 HR HPV genotypes [12] . The test exhibited greater concordance with comprehensive genotyping based on sequencing analysis and it is routinely used in our laboratory for the identification of HPV genotypes.
Given the high number of (oncogenic) HPV types in the anal canal in HIV-positive men who have sex with men, the causative HPV type involved in squamous lesions is not clear; in 2014, Richel et al. found that HPV16 was causative of intraepithelial anal lesions in <50% of cases and they concluded that anal swabs may not be useful for detecting lesion-specific HPV types [13] . Nonetheless, the association between the presence of HPV-16 type and abnormal anal cytological/histological results is well established and have been frequently shown by other cohorts [14, 15] .
A previous study [6] reported that multiple HPV genotypes were associated with histological diagnosis of anal intraepithelial neoplasia (AIN) grade 3 in 76.3% of infections. Another cohort study in HIV-infected men who have sex with men by González et al. showed that multiple infections (!2 HR-HPV genotypes) were documented in 77.7% and this factor was associated with anal SIL [16] . However, the effect of multiple HPV types in combination with HPV-16 on the risk of cytological alterations is a new finding never reported before. An interesting result is that men with multiple HPV types had a significant higher risk of an abnormal cytological finding as compared to men with single HPV infection even in the absence of with HPV 16. A recent study by Shen-Gunter et al. [17] analyzed the HPV genotypes and their proportional composition in single-and multi-infected cervical samples to explore viral diversity and characterize differences in metagenomes. They identified in LSIL/HSIL samples many HPV genotypes and the dominant(most abundant) genotypes mainly included the HPV-16 genotype; the other observed genotypes were the HPV-35 and -39.
In agreement to this study, the HPV-16 was the most frequent genotype recorded among the patients included in our study in addition to many others known to be carcinogens (i.e. HPV-18, -31, -33, -45, -51, -52, -56, -58, -59, -66). Then, we believe that the higher risk of anal SIL in patients without HPV-16 and with multiple HPV infections as compared to those with single infection Anal high grade SIL in HIV+ males may be likely explained by the fact that almost all the identified HPV genotypes, other than HPV-16, are carcinogenic and that 31% of patients evaluated in our study had multiple HPV types. In our study, we also found that a lower CD4+/CD8+ ratio, a detectable viral load and a previous diagnosis of syphilis are associated with a higher risk of having an abnormal cytological finding; subjects with a previous AIDS diagnosis also tended to have a higher risk of cytological abnormalities. In the ICONA cohort, the CD4+/CD8+ ratio, in particular lower than 0.3, was found to be an independent risk factor for the development of non-AIDS related diseases and death [18] . Over a total of 14,926 PYFU, clinical progression occurred in 336 patients; 71 had non-AIDS defining malignancy, with a median value of last ratio of 0.56 (0.31-0-79). In our study, the median CD4+/CD8+ ratio in patients with SIL was 0.62 (0.44-0.93).
With respect to the diagnosis of AIDS, previous data showed that it is a risk factor for SIL [4, 17] ; Goedert and colleagues [19] , reported that the relative risk of HSIL development is 31.7 after the diagnosis of AIDS.
Syphilis is related to high risk sexual behaviors and it is highly prevalent in HIV infection [20] . In a Chinese study [21] , syphilis was detected in 55.8% of patients with HIV and HPV coinfection, confirming that the presence of a sexually transmitted disease could induce another infection.
We considered in Model 4, 5 and 6 the risk of having abnormal cytological findings, including ASC-US. We calculated these models because it is known that in HIV-infected women there is a higher risk of SIL following the appearance of ASC-US, especially in those with low CD4 count. No clear data are available in men; in a prospective study, Schofield et al. found a high prevalence of false negative citology and, then, suggested to strictly monitor men who have sex with men with any cytological abnormality [11] . Similarly, in the setting of HIV-positive men, we suggest a close monitoring of patients with ASC-US.
This study has some limitations. First, we did not collect the number of partners, that is known to be a risk factor for anal squamous intraepithelial lesions [22] . Secondly, our results may be almost generalized to MSM on treatment with ART as the subjects who performed the HPV screening were mainly MSM (80%) and on treatment subjects (98%).
In conclusion, in HIV-1 infected males who have sex with males, the concomitant presence of HPV-16 and multiple HR genotypes was associated with an increased risk of abnormal cytological findings in addition to a lower CD4+/CD8+ ratio, a positive viral load and with a previous diagnosis of syphilis.
These data highlight the importance of screening multiple HPV genotypes in HIV-infected patients.
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